 "Asymmetric_Vps75_tetramer.pdb" Coordinates of asymmetric form of Vps75 from crystal lattice.
. A comparison of the in solution structure of Vps75 and the symmetrical form of Vps75 crystallised. An alignment of the model of the Vps75 tetramer derived from PELDOR distances measurements (6) to the crystal structure of the symmetrical Vps75 tetramer (PDB code 5AGC). The overall arrangement of the two Vps75 dimers in the published model (6) of the Vps75 tetramer derived from PELDOR distance measurements is within close agreement to symmetrical crystallised form of the Vps75 tetramer. shows that Nap1 and Vps75 can form a complex with H3-H4 and the globular domain of Asf1 (Asf1g -residues 1-164). Thus Nap1 likely interacts with H3-H4 in a similar manner to Vps75. SDS-PAGE analysis of fractions from analytical gel filtration runs on a Superdex 200 PC 3.2/30 column (GE Healthcare) fraction numbers and elution volumes indicated, 20 µl of 80 µl fractions were run on 4-12% Bis -Tris SDS-PAGE gels (Invitrogen). Equimolar amounts of Nap1 dimer, Asf1g, H3-H4 tetramer, were run separately and Nap1+Asf1+H3-H4 run in a 2:1:1:1 stoichiometry. Vps75 analytical gel filtration analyses were performed using the same stoichiometries. Asf1-H3-H4 co-elutes with Nap1 and Vps75 with a shift in elution volume of the two complexes, due to the higher molecular weight of Nap1 vs Vps75, confirming the formation of the respective Nap1-Asf1-H3-H4 (NAH) and Vps75-Asf1-H3-H4 (VAH) complex. normalised to the experimental P(r) maximum. Table S1 . Parameters used for pyrene fluorescence studies on the Cary Eclipse Fluorescence Spectrophotometer. Table S2 . Peptides identified from MS/MS analysis of the Vps75/Asf1/H3H4 complex.
Complexes isolated as described in S7A were subject to trypsin digestion to release cross-linked peptides for MS/MS analysis. Data from MS/MS analysis was searched for BS2G-d0/d4 cross-links using Hekate (8) with an additional decoy search enabling false discovery rate determination for each cross-linked species. Only cross-linked peptides ≥ 5 residues on A and B chains of the cross-linked peptide, a false discovery rate of ≤ 5% and were forwarded for further consideration. In addition ≥2 BS2G-d0/d4 isotope pairs were observed for all accepted cross-links. The most abundant cross-link, observed 36 times, was between Vps75 K163 and Vps75 K189 which are ~ 14 Å apart (Nε-Nε distance) in the crystal structure of Vps75 (PDB code 2ZD7) (10) -a distance easily bridged by the BS2G cross-linking radius (7.7 Å) and side chain dynamics. Other notable intra-protein cross-links include H3 K18-K27, H3 K18-K56 and H3 K56-K64, these intra-H3 cross-links suggest significant dynamics in the H3 tail and αN helix which together constitute further evidence of conformational dynamics of this region as reported previously (13) (14) (15) . Although these cross-links provide confidence in the assignment of cross-linked peptides by Hekate (8) they do not provide useful restraints for docking purposes. In contrast cross-links between Asf1 K143 and Vps75 at K169 or K177 were observed ( Figure S7BC ) and, as these residues are resolved in Vps75 and Asf1-H3/H4 crystal structures, could be used as distance restraints. Although Asf1 and Vps75 were not observed to cofractionate in the absence of histones ( Figure 6 ) these cross-links suggest regions of close proximity between the chaperones in the VAH complex. Table S3 . ConSurf scores for amino acid conservation of residues in Vps75 involved in the tetramerisation interfaces and the interface between Vps75 and H3/H4 in the Vps75-Asf1-H3/H4.
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